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The method for determination of TBARS described by King (1962) on milk and 
modified by Stapelfeldt et al. (1997) in whole milk powder was used to assess thiobarbituric 
reactive substances (TBARS) of the infant formula. 
The protocol consists in protein precipitation with tricloracetic acid (TCA) and 
ethanol. An aliquot (4 mL) of the filtrate is reacting with 1 mL thiobarbituric acid (TBA) and 
maintained in water bath at 60°C for 60 minutes to form the pink MDA-TBA complex that is 
readied with spectrophotometer at 532 nm. 
First, the infant formula type taken in study was reconstituted (5 g of infant formula 
was dissolved in 45 mL bidistilate water) and then the milk obtained in this way was handled 
as the procedure described by King (1962). 
In this type of powder, after TCA and ethanol were added the proteins have formed a 
gel and in this way the filtration was not possible. Thus, we hypothesized that milk proteins 
were denatured during infant formula processing. So, we decided to introduce a new step in 
the protocol flowchart before filtration, namely cold centrifugation (10°C) for 30 minutes at 
6000 rpm. In these way proteins have precipitated to the bottom of the test tubes and made it 
possible sample filtration to a filter paper in order to obtain the clear filtrate. 
The TBARS method described by King (1962) on milk and modified by Stapelfeldt et 
al. (1997) on whole milk powder also can be applied to other types of milk powders but a 
special attention must be given to protein precipitation and their removal. 
We concluded that the food matrix and the heat treatments during processing have a 
strong influence on the protein structure and protein behavior in further analytical 
determinations. The TBARS test in matrix with high proteins content, the case of infant 
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